ABSTRACT
INTRODUCTION
Colorectal cancer (CRC) is the third prevalent cancer and the fourth most common cause of cancerrelated mortality worldwide [1] . In China, about 376.3 thousands people were diagnosed as CRC and about 191.0 thousands patients were died of CRC annually [2] . With the development of technology of diagnosis and treatment, many patients could be treated at the early stage of the disease, but the mortality of CRC was still increasing. Numerous studies have shown that high level of circulating vitamin D was associated with decreased CRC risk [3] [4] [5] [6] [7] , suggesting a protective role of vitamin D against CRC. Although vitamin D can obtain from diet and even dietary supplements, most vitamin D is photochemically synthesized in the skin exposed to sunlight [8] . Unfortunately, due to changing of lifestyle and environment, reduced outdoor activity and the absence of adequate sun exposure, vitamin D deficiency becomes a common phenomenon both in healthy individuals and in CRC populations [9] .
Vitamin D, a kind of trace elements, exists with two major kinds of formations, 25-hydroxy vitamin D (25(OH) D,) and 1,25-dihydroxy vitamin D 3 (1,25(OH) 2 D 3 ). Particularly, 25(OH)D, is the major circulating form of vitamin D [10] , thus, the total serum 25(OH)D level is
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considered to be the best indicator of vitamin D [11] . Transported from liver to circulation, 25(OH)D is bound primarily to vitamin D binding protein (VDBP) and albumin, and a very small fraction remains free or unbound [12] . The latter is called as free 25(OH)D. Besides, albumin shows a weaker affinity to 25(OH)D than that of VDBP, thus, 25(OH)D can easily dissociate from the albumin [13] . Therefore, both free and albumin bound 25(OH)D can bind to vitamin D receptor (VDR) easily in the surface of target tissues and exert biological effects. As a result, free and albumin bound 25(OH)D are regarded as the bioavailable 25(OH)D. On the other hand, VDR is expressed both in normal cells and in malignant dividing cells [14] , and is related to cell proliferation, differentiation, invasion and angiogenesis [15] . Moreover, VDBP is a multifunctional protein that belongs to the albumin gene family and is the precursor to the immunemodulatory protein [16] , Gc protein-derived macrophage activating factor (Gc-MAF), which is a Macrophage Activating Factor (MAF) that can activate macrophage against cancer cell [17] . Hence, we speculated that the concentrations of peripheral blood vitamin D and VDBP were associated with the survival in patients with CRC.
Recently, several studies reported that 25(OH)D was associated with the risk of CRC [18] [19] [20] , and VDBP was not associated with the risk of various cancers, including CRC [21] . However, VDBP was found significantly associated with the concentration of plasma vitamin D [22, 23] . Recently, Ying et al. demonstrated that there was no direct association between VDBP and the risk of CRC. And they also found low level of 25(OH)D was associated with the risk of CRC only when circulating VDBP was below the median level [24] . These results indicated that it might be better to combine 25(OH)D and VDBP together for describing the relationship between vitamin D and CRC. Furthermore, two studies have shown an association between low level of total 25(OH)D and poor CRC survival outcome [3, 8] . Unfortunately, all of these studies didn't further explore the prognostic value of free, bioavailable 25(OH)D and VDBP in CRC patients. Hence, in this study, we aimed to comprehensively assess the prognostic value of VDBP, total, free and bioavailable 25(OH)D in stage I-III CRC patients.
RESULTS
The optimal cut-off values of plasma VDBP, total, free and bioavailable 25(OH)D
The patients were categorized into three tertiles based on the VDBP, total, free and bioavailable 25(OH)D determined by X-title program (Figure 1 ). The VDBP tertiles obtained from our data include the low VDBP tertile group (VDBP<159.2 ug/ml), middle VDBP tertile (VDBP = 159.2-310.1 ug/ml), the high VDBP tertile (VDBP > 310.1ug/ml). Likewise, total, free and bioavailable 25(OH)D tertiles also included low, middle and high tertile groups, which were listed in Table 1 .
Baseline characteristics of enrolled participants
The baseline characteristics of CRC patients were summarized in Table 2 . A total of 206 CRC patients with 131 males and 75 females were enrolled in this study. They had a median age of 63 years (range from 30 to 85). Of them, no smoking, no drinking, no diabetes and no hypertension were all in the majority. Colon was the most common location site of the tumor (n = 112). A total of 125(60.7%) patients were in stage III, and according to local histopathology grading, 155(75.2%) patients were found in moderate cell differentiation. All patients underwent surgery and 151(73.3%) patients received chemotherapy. During follow-up period, 87 patients (42.2%) died by the date of the recently scheduled followup, the median follow-up time was 45 months.
The association between baseline characteristics and clinical prognosis
The association between baseline characteristics and overall survival (OS) in CRC patients were listed in Table 3 . In Kaplan-Meier and univariate analysis, our results showed that age (< 63 years), no smoking, body mass index (BMI) (< 22.16 kg/m 2 ), no hypertension, no diabetes, TNM stage (I-II), high cell differentiation, albumin (> 35 g/l), middle and high group of free and bioavailable 25(OH) D were significantly associated with better OS(P all < 0.05; Figure 1 and Table 3 
DISCUSSION
In this study, we found that low levels of free and bioavailable 25(OH)D were both associated with poor OS, and free 25(OH)D was an independent prognostic factor for OS. To the best of our knowledge, this might be the first research which explored the association of plasma VDBP, total, free and bioavailable 25(OH)D with the prognosis of patients with stage I-III CRC at the same time. www.impactjournals.com/oncotarget This study indicated that low levels of free and bioavailable 25(OH)D were both associated with poor OS, which indicated that free and bioavailable 25(OH)D had a protective effect from death for CRC patients and had utility as biomarkers for survival monitoring. However, previous studies reported that total 25(OH)D was also associated with the survival of CRC [3, 8] , which was inconsistent with our study. Maybe this phenomenon could be explained by the number of patients from different tumor stages and different geographic regions. Therefore, further study with larger samples should be applied to confirm this result. Furthermore, different cut-off values determined by different tools could also contribute to this difference. In this study, X-tile program, a robust graphical tool verified by Yale University was used by us to determine the optimum cutoff values. Our study demonstrated that circulating VDBP was not associated with the survival of CRC patients, which was consistent with the recent study by Ying et al. [24] . Theoretically, free and bioavailable 25(OH)D would be more representative for the function of vitamin D than total 25(OH)D because only free 25(OH)D could bind to VDR and play an important role in biological activity [25] .
The following mechanisms might explain our results. Almost all CRC patients had abnormal β-catenin signal transduction pathway [26] and 25(OH)D in colon and several other tissues could be converted into hormonally active 1,25(OH) 2 D 3 which could inhibit the abnormal signal pathway, and promote the differentiation of tumor cells by stimulating β-catenin-TCF-4 target gene [27, 28] and inducing E-cadherin [29, 30] . Furthermore, the 1,25(OH) 2 D 3 had direct anti-tumor effect [31] because several oncogenes or anti-oncogenes could be regulated by vitamin D [32] , such as TGF-β, TNF-α, p27/Kip1, c-myc, c-fos, c-jun , which were closely associated with the proliferation and differentiation of some specific cells [33] . Some previous studies indicated that TGF-β, which could inhibit the growth of enterocytes, could be antagonized by CRC cells [34] , and this resulted in the growth of CRC tissues. However, this process could be interdicted by 1,25(OH) 2 D 3 through increasing the activity of TGF-β on CRC cells [35] . In addition, 1,25(OH) 2 D 3 could suppress mitosis by increasing the expression levels of p27/ Kip1 and p21/Waf1, inhibiting the activity of cyclin-CDK complex, promoting dephosphorylation of Rb protein, decreasing the transactivation of E2F, and then resulting in the tumor cells stagnated in G0/G1 stage [36] .
Parameters
To our knowledge, it was the first study that synthetically investigated the association between total, free, bioavailable 25(OH)D, VDBP and the prognosis of patients with stage I-III CRC. The previous studies tended to be more concerned about the total 25(OH)D or VDBP with CRC outcome separately. Our study could objectively and comprehensively analysis the association among them and our results were then more accurate than the previous. Besides, all samples were collected between 8:00am and 10:00am in ZhongDa hospital, and the plasma samples were all put in -80 degree centigrade environment before collection for assays, which could minimize the side effects of environmental factors on plasma vitamin D levels.
Undeniably, some limitations were also found in our study. Firstly, only 206 patients were enrolled and the small size couldn't represent the whole population which might decrease the power of our results. So further study with more patients included should be conducted. Secondly, the concentrations of 25(OH)D and VDBP were assayed at only one point instead of dynamic monitoring, which might have an important side effect on our results because the plasma 25(OH)D level would increase by extral multivitamin use, physical activity, and exposure to sunshine. Thirdly, only OS was accessed in this study, which was not able to exclude the influence of cancer unrelated to death. The last but not least, there was a lack of an external validation cohort to test whether actively supplementing vitamin D could increase survival time of CRC patients.
In conclusion, our findings suggested that higher levels of free and bioavailable 25(OH)D were associated with better OS in I-III stage CRC patients, and free 25(OH)D was an independent prognostic factor for OS.
MATERIALS AND METHODS

Study population
A blanket search was conducted to look for the patients initially diagnosed with CRC from February 2011 to February 2012 in ZhongDa Hospital (Nanjing, Jiangsu, China). All patients were diagnosed through colonoscopy, confirmed with histo-pathological examination and underwent surgery. Patients with any diseases which could have an impact on the metabolism of vitamin D or calcium were excluded from our study, such as serious renal or liver diseases, parathyroid gland diseases, active infection, etc. The present study was approved by the Institution Ethics Commission of ZhongDa Hospital and Southeast University, and informed consents were obtained from all participants.
Information of patients
We collected the characteristics of all enrolled patients, including sex, age, smoking, drinking, BMI, diabetes, hypertension, treated with surgery or chemotherapy, and the treatment data. In addition, the location of cancer, pathological types, tumor stage were also collected. All information above were obtained from the hospital medical record of ZhongDa Hospital.
Blood sample saving and plasma vitamin D assay
All samples were collected within seven days before operation from Clinical Laboratory of ZhongDa Hospital. To minimize the effect of ultraviolet or temperature on blood samples, the collecting time was controlled between 8:00am and 10:00am, and the plasma samples were put in -80 degree centigrade environment until assay. The measurement of blood total 25(OH)D was conducted using direct competitive enzyme-linked immunosorbent assay with the 25(OH)D immunoassay kit (HCB Ltd, Vancouver, Canada). The concentration of plasma VDBP was measured using human VDBP immunoassay kit (R&D Systems, Minneapolis, USA). Considering the coefficient of variations of inter-and intra-batch about the two kinds of kit, all plasma samples were distributed to triplicate randomly while measuring. The measurement of plasma albumin concentration was also carried out using a bromocresol green dye assay with Beckman automatic biochemical analyzer (AU680) (Beckman Coulter lnc, Tokyo, Japan). After all above steps, free and bioavailable 25(OH)D were calculated from the concentrations of total 25(OH)D, VDBP and plasma albumin according to the mathematical equations provided by Bhan et al [37] . All assays were conducted in April of 2014. The methods were carried out according with the approved guidelines.
Follow up
Patients were followed up regularly dating up to December 10, 2016 or until death according to 7th edition of the TNM-UICC/AJCC classification for CRC (every 3-6 months for first 2 years, every 6 months for the third to fifth years). The OS was defined as the time from the date of diagnosis to last follow-up or death. Follow-up data for patients were computed from medical records, physical examinations, laboratory examinations or telephone follow-up. All works were conducted by two investigators and any disagreement was solved by discussion.
Statistical analysis
IBM SPSS Statistical 20.0 (SPSS Inc. Chicago, IL, USA) and X-tile 3.6.1 (Yale University, New Haven, CT, USA) were used for statistical analysis. Differences between high-and low-level group patients were evaluated using the χ2 test or Mann-Whitney U test. For clinical practice, the continuous variables were changed to categorical variables, and the cutoff values of VDBP, total, free and bioavailable 25(OH)D were determined by X-tile 3.6.1 (Yale University, New Haven, CT, USA). OS curves were established according to the Kaplan-Meier method and the differences were analyzed by the log-rank test. To identify the independent factors, multivariate cox regression analyses were performed. Variables with a P value less than 0.10 in the univariate cox regression analysis were entered into the multivariate cox regression model using backward conditional method. Two-tailed P values less than 0.05 were considered to be statistically significant. 
